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ANTI-HUMAN MILK FAT GLOBULE HUMANISED ANTIBODIES 



FigLD OF THg INVeNTIQN 

The present invention relates to humanised antibody molecules 
(HAMs) having specificity for human milk fat globule (HMFG) and to 
processes for their production using recombinant DNA technology. 

BACICQROUNP TO THE INVENTION 

The term "humanised antibody molecule" (HAM) Is used to describe a 
molecule having an antigen binding site derived from an 
immunoglobulin from a non-human species, the remaining 
immunoglobulin-derived parts of the molecule being derived from a 
human immunoglobulin. The antigen binding .site may comprise: 
either a complete variable domain from the non-human 
immunogtobulin fused onto one or more human constant domains; or 
one or more of the complementarity determining regions (CORs) 
grafted omo appropriate human framework regions in the variable 
domain. The abbreviation "MAb" is used to indicate a monoclonal 
antibody. 

in the description, reference is made to publications by number. These 
numbers are placed in square brackets [ ]. The publications are listed 
in numerical order at the end of the description. 

Natural Immunoglobufins have been known for many years, as have 
the various fragments thereof, such as the Fab, Fab' (Fab')2 and Fc 
fragments, which can be derived by enzymatic deavage.. Natural 
immunoglobulins comprise a generaBy Y-shaped molecule having an 
antigen-binding site towards the outer end of each arm. The 
remainder of the structure, and particulariy the stem of the Y. mediates 
the effector functions associated with immunogtobulins. 

Natural immunoglobulins have been used in assay, diagnosis and, to a 
more limited extent, therapy. However, such uses, especially in 
therapy, have been hindered by the polyclonal nature of natural 
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Immunoglobulins. A significant step towards the realisation of the 
potential of immunoglobulins as therapeutic agents was the discovery 
of procedures for the production of monoclonal antibodies of defined 
spedfidty [1]. However, most MAbs are produced by hybridomas 
which are fusions of rodent spleen cells with rodent myeloma ceils. 
The resultant MAbs are therefore essentially rodent proteins. There 
are few reports of the pro.duction of human MAbs. 

Since most available MAbs are of rodent origin, they are naturally 
antigenic in humans and thus can gh/e rise to an undesirable immune 
response termed the HAMA (Human Anti-Mouse Antibody) response. 
Therefore, the use of rodent MAbs as therapeutic agents in humans is 
inherently limited by the fact that the human subject will mount an 
immunological response to the MAb and will either remove it entirely or 
at least reduce its effectiveness. 

Therefore proposals have been made for making non-human MAbs 
less antigenic in humans. Such techniques can be generically termed 
'humanisation' techniques. These techniques generally involve the 
use of recombinant DNA technology to manipulate DNA sequences 
encoding the polypeptide chains of the antibody molecule. 

Early methods for humanising MAbs related to production of chimeric 
antibodies in which an antigen binding site comprising ttie complete 
variable domains of one antibody are fused to constant domains 
derived from a second antibody. Methods for carrying out such 
chimerisation procedures are described In EP-A-0 120 694 (Celitech 
Umrted), EP-A-Q 125 023 (Genentech Inc.), EP-A-0 171 496 (Res. 
Dev. Corp. Japan), EP-A-01 73494 (Stanford University) and EP-A-0 
194 276 (Celitech Umited). 

EP-A-0 194 276 discloses a process for preparing an antibody 
molecule having the variable domains from a mouse MAb and the 
constant domains from a human immunoglobulin. It also describes the 
production of an antibody molecule comprising the variable domains of 
a mouse MAb. the CHI and CL domains of a human immunogtobulin 
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and a non-immunogiobuiin-derived protein in. place of the Fc portion of 
the human immunoglobulin. 

Subsequently, a number of further patent applications have been 
published relating to chimeric antibodies. Including tumour specific 
chimeric antibodies. Among these applications are WO-A-87/02671 
(Int. Gen. Eng. Inc.). EP-A-O 256 654 (Centocor). EP-A-O 266 663 (Int. 
Gen. Eng. Inc. & Oncogen), WO-A-89/00999 (Int. Gen. Eng. Inc.) and 
EP-A-O 332 424 (Hybritech Inc.). 

Such humanised chimeric antibodies, however, still contain a 
significant proportion of non-human amino acid sequence, i.e. the 
complete variable domains. Thus, such humanised antibodies may 
elicit some HAMA response, particularty if administered over a 
prolonged period [2]. 

In an aitemative approach, described in EP-A-O 239 400 (Winter), the 
complementarity determining regions (CDRs) of a mouse MAb have 
been grafted onto the frameworic regions of the variable domains of a 
human immurioglobulin by site directed mutagenesis using long 
oligonucleotides. Such CDR-gralted humanised antibodies are less 
likely to give rise to a HAMA response than humanised chimeric 
antibodies in view of the lower proportion of non-human amino add 
sequence which they contain. There are three CDRs (CDR1 , C0R2 
and C0R3) in each of the heavy and light chain variable domains. 

The earfiest woric on CDR-grafted humanised MAbs was carried out on 
a MAb recognising the synthetic antigen NP or NIP. However, 
subsequently, examples in which a mouse MAb recognising ^ozyme 
and a rat MAb recognising an antigen on human T ceils respectively 
were humanised have been described [3, 4]. The preparation of the 
CDR-grafted antibody to the antigen on human T cells is also 
described in WO-A-89/07452 (Medical Research Council). Recently 
the preparation of a humanised CDR-grafted antibody that binds to the 
interteukin 2 receptor has been described [5]. Further examples of 
humanised CDR-grated antibodies having specificity for anti-viral [6, 7], 
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anti-tumour (8] and anti-T cell (9 and EP-A-0 403 1561 antigens have 
been described more recently. 

Our copending International Patent Specification No. WO-A-91/09967 
relates to the CDR grafting of antibodies In general. 

It has been widely suggested that immunoglobulins, and in particular 
MAbs» could potentially be very useful in the diagnosis and treatment 
of cancer (10, 1 11. There has therefore been much activity In trying to 
produce Immunoglobulins or MAbs directed against tumour-specific 
antigens. So far, over one hundred MAbs directed against a variety 
of human carcinomas have been used in various aspects of tumour 
diagnosis or treatment [1 2], 

There have been a number of papers published concerning the 
production of chimeric monoclonal antibodies recognising cell surface 
antigens. For Instance, genetically engineered murine/human chimeric 
antibodies which retain specificity fortumour-assodated antigens have 
been described [13 and WO-A-89/017831. Also, a recombinant 
murine/human chimeric monoclonal antibody specific for common 
acute lymphocytic leukaemia antigen has been described [1 41. 

fl! yMM ARY QF THF INVENTIQN 

We have now prepared humanised antibodies to human milk fat 
gbbule (HMFG) derived from the antl-HMFG mouse MAb CTM01 [iq. 

According to the present invention, there is provided a humanised 
antibody molecule (HAM) having specificity for human milk fat globule 
(HMFG) and having an antigen binding site wherein at least one of the 
complementarity determining regions (CDRs) of the variable domain Is 
derived from the mouse monoclonal antibody CTM01 (CTM01 MAb) 
and the remaim'ng Immunoglobufin-derived parts of the HAM are 
derived from a human immunoglobulin or an analogue thereof. 

The HAM may comprise a chimeric humanised antibody or a CDR- 
grafted humanised antibody. When the HAM comprises a CDR-grafled 
humanised antibody, each heavy or light chain variable domain may 
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compnse only one or two CTM01 -derived CDRs. Preferably, however, 
all three heavy and light chain CDRs are derived from CTM01. 

The CTM01 MAb Is a mouse MAb of the type igQI -kappa raised 
against the membrane-associated antigen of HMFQ and has been 
extensively studied [15]. The CTM01 MAb has been shown to 
recognise breast, ovarian and non-small cell lung cancers. It has been 
shown to Internalise rapidly into target cells. Conjugates of CTM01 
and calichaemicin display highly specific cytotoxicity against 
appropriate cell lines, (see USP 5053394). 

High levels of the antigen recognised by the CTM01 MAb have been 
detected circulating in the blood of patients suffering from breast 
cancer. This may have a deleterious effect on pharmacokinetics and 
tumour tocalisation in vivo. However, circulating antigen levels in the ~ 
blood of patients suffering from ovarian cancer are tower than those in 
breast cancer patients. It is therefore believed that the HAM of the 
present invention will be of particular use in the treatment of ovarian 
cancer. 

It is believed that the CTM01 MAb recognises the polymorphic 
epithelial mucin (REM) of HMFG. Thus, preferably, the present 
invention provides a HAM which recognises the PEM of HMFG. 

Surprisingly, it has been found that humanising the CTM01 MAb does 
not substantially adversely affect its binding activity or intemalisation, 
and can create, particulariy by CDR grafting, a HAM which has better 
binding and intemalisation characteristics than the murine antibody 
(see Table 1 hereinafter). This produces a HAM which is of use in both 
therapy and diagnosis of certain human carcinomas, for example 
carcinomas of ovaiy, breast, uterus and hing. 

Preferably, the HAM of the present Inventton is produced by 
recombinant DNA technology. 

The HAM of the present invention may comprise: a complete antibody 
moleojie, having full length heavy and light chains; a fragment thereof. 
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such as an Fab, Fab', (Fab')2 or Fv fragment; a single chain antibody 
fragment, e.g. a single chain Fv: a light chain or heavy chain monomer 
or dimer; or a fragment or analogue of any of these or any other 
molecule with the same speaficitiy as the CTM01 MAb. 

The remaining non«CTMOt ImmunogtobuOn-derivGd parts of the HAM 
may be derived from a suitable human immunoglobuOn. For instance, 
when the HAM is a CDR-grafted HAM. appropriate variable region 
frameworic sequences may be used having regard to the class or type 
of the CTM01 donor antibody from which the antigen binding regions 
are derived. Preferably, the type of human frameworlc used is of the 
same or similar class or type as the donor antibody (CTM01 is IgGI- 
kappa). Advantageously, the framework is chosen to maximise or 
optimise homology with the donor antibody sequence, particularly at 
positions spatially close to or adjacent the CDRs. Examples of human 
frameworks which may be used to construct CDR-grafted HAMs are 
LAY. POM. TUR. TEI. KOL. NEWM, REI and EU [161. KOL and 
NEWM are suitable for heavy chain construction. REI is suitable for 
light chain constiuction. EU Is particularty suitable for both heavy chain 
and light chain construction. Preferably, the EU frameworic is used as 
the human framework for both heavy and light chain variable domains 
in view of Its high level of homology with the CTM01 MAb. 

The Oght or heavy chain variable regions of the HAM may be fused to 
human light or heavy chain constant domains as appropriate, (the term 
"heavy chain constant domans" as used herein are to be understood 
to include hinge regions unless specified otherwise). The human 
constant domains of the HAM, where present, may be selected having 
regard to the proposed function of the antibody, In particular the 
effector functions which may be required. For example, the heavy 
chain constant domains fused to the heavy chain variable region may 
be human IgA. IgG or IgM domains. Preferably human IgQ domains 
are used. igGI and lgG3 isotype domains may be used when the 
HAM is intended for therapeutic purposes and antibody effector 
functions are required. Altemath^ely, lgG2 and lgG4 isotype domains 
may be used when the HAM is intended for purposes for which 
antibody effector functions are not required, e.g. for imaging, diagnostic 
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or cytotoxic targeting purposes. Light chain human constant doniains 
which may be fused to the fight chain variable region include human 
Lambda or, especially, human Kappa chains. 

Analogues af human constant domains may alternatively be 
advantageously used. These include those constant domains 
containing one or mora additional amino acids than the con«sponding 
human domain, or those constant domains wherein one or more 
existing amino acids of the corresponding human domain has been 
deleted or altered. Such domains may be obtained, for example, by 
oiigonucieotide directed mutagenesis. In the present invention, a 
particularly useful analogue of a heavy chain constant domain is an 
lgQ4 constant domain in which a serine residue at position 241 of the 
corresponding naturally occuring human domain has been altered to a 
proline residue. 

The remainder of the HAM need not comprise only protein sequences 
from human immunoglobulins. For instance, a gene may be 
constructed in which a DNA sequence encoding part of a human 
immunoglobulin chain is fused to a DNA sequence encoding the amino 
add sequences of a polypeptide effector or reporter molecule. 

According to a second aspect of the present invemion. there is 
provided a process for producing the HAM of the first aspect of the 
invention, which process comprises: 

(a) producing in an expression vector an operon having a DNA 
se(^ence which encodes an antibody heavy or light chain 
comprising a variable domain wherein at least one of the 
CDRs of the variable domain is derived from the CTM01 
MAb and the remaining immunoglobuHn-derived parts of the 
antibody chain are derived from a human immunoglobulin: 

(b) produdng in an expression vector an operon having a DNA 
sequence which encodes a complementary antibody light or 
heavy chain comprising a variable domain wherein at least 
one of the CDRs of the variable domain is derived from the 
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CTM01 MAb and the remaining Immunogiobufin-derived 
parts of the antibody chain are derived from a human 
immunoglobulin; 

(c) transfecting a host cell with both operons; and 

(d) cuituring the transfected cell fine to produce the HAM. 

The cell line may be transfected with two vectors, the first vector 
containing the operon encoding the light chain-derived polypeptide and 
the second vector containing the operon encoding the heavy chain- 
derived polypeptide. Preferably, the vectors are identical except in so 
far as the coding sequences and selectable markers are concerned so 
as to ensure as far as possible that each polypeptide chain Is equally 
expressed. 

Alternatively, a single vector may be used, the vector including the 
operons encoding both light chain- and heavy chain-derived 
polypeptides. 

In further aspects, the invention also includes DNA sequences coding 
for the heavy and light chains of the HAM of the present invention, 
doning and expression vectors containing these DNA sequences, host 
cells transformed with these DNA sequences and processes for 
produdng the heavy or light chains and antibody moleojles comprising 
expressing these DNA sequences in a transformed host ceil. 

The general methods by which the vectors may be constnicted, 
tiansfection methods and culture methods are well known per se [17. 
18]. 

The DNA sequences which encode the CTM01 heavy and light chain 
variable domain amino acid sequences (and the corresponding 
deduced amino add sequences) are given hereinafter in the sequence 
Gsting as Sequence ID No. 1 and Sequence ID No. 2 respecth^ely. 
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ONA coding for human immunoglobulin sequences may be obtained |n 
any appropriate way. For example, amino add sequences of preferred 
human acceptor frameworks, such as LAY. POM. KOL, REI. EU. TUR. 
TEi and NEWM, are widely available to workers in the art. 
Ccrresponding DNA sequences which code' for these amino add 
sequences may be infen^ or deduced reverse application of the 
genetic code. Similarly, the amino add sequences of human constant 
region domains are well known and ONA sequences which code for 
them may be readily deduced. 

The standard techniques of moleojiar biology may be used to prepare 
DNA sequences coding for CDR-grafted products. Desired DNA 
sequences may be synthesised completely or in part using 
oligonucleotide synthesis techniques. Site^lireded mutagenesis and. 
polymerase chain readion (PGR) techniques may be used as 
appropriate. For example, oligonucleotide direded synthesis (1 9] may 
be used. Also, oligonudeotide direded mutagenesis of a pre-existing 
variable domain region [3. 4] may be used. Enzymatic filling*in of 
gapped oligonucleotides u^ng T4 DNA polymerase [5] may be used. 

Any suitable host cell/vedor system may be used for expression of the 
DNA sequences coding for the chimeric or CDR-grafted heavy and 
light chains. Baderial. e.g. £ coli, and other microbial systems may 
be used, in particular for expression of antibody fragments, e.g. Fv. 
Fab and Fab' fragments and single chain antibody fragments, e.g. 
single Chan Fvs. Eucaryotic. e.g. mammafian host cell, expression 
systems may be used for production of larger chimeric or CDR-grafted 
antibody products, including complete antibody molecules. Suitable 
mammalian host cells include CHO cells and myetoma or hybrldoma 
cell Gnes, for example NSC cells. 

In a further asped of the invention we provide a conjugate molecule 
comprising a HAM conjugated to an effedor or reporter molecule. 
Thus for example the HAM of the present invention may have attached 
to it an effedor molecule such as a cytotoxic or cytostatic agent, or a 
reporter group, for example an atom or molecule such as a 
radionuclide, or compiexed radionudide capable of being deteded 
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while inside the human body. For instance, the HAM may have an 
organic group, such as a macrocycle, capable of binding a metal 
atom, or a toxin, such as ricin, or an anti-tumour agent as hereinafter 
defined, attached to it by a covalent bridging stwclure. AKemativeiy, 
the procedures of recombinant DNA technology may be used to 
produce a HAM in which the Fc fragment, CH2 or CH3 domain of a 
complete molecule has been replaced by or has attached thereto by 
peptide linkage a functional non*lmmunogiobulln protein, such as an 
enzyme or toxin molecule. 

A particularly useful conjugate molecule according to this aspect of the 
invention is a HAM conjugated to a methyltrithio anti-tumour agent. 
Particular methyltrithio anti-tumour agents include the disulphide 
analogues of the ai , 02. as. 04. Pi. P2. Y1. 5l pseudoaglycone 
components of the LL-E33288 complex and derivatives thereof, as well 
as the disulphide analogues of BBM-1675, FR-900405, FR-900406. 
PD 114759. PD 115028. CL-1577A, CL-1577B. CL-1577D. CL-1577E 
and CL 1724 antitumour antibiotics and derivath^ thereof. 

The family of antibacterial and antitumor agents, known collectively as 
the LL-E33288 complex are described and claimed in U.S. Pat. No. 
4.970,198 (1990) and are used to prepare the disulphide antitumour 
agents which are some of the starting materials for the conjugate 
molecules of the invention. 

U.S. Patent 4,970.198 describes the LL-E33288 complex, the 
components thereof, namely, LL-E33288ai Br LL-E33288ai 
U.-E33288a2B'', LL-E33288a2l LL-E33288a3Br, U.-E33288a3', 
U.-E33288o4Br LL.E33288PiBr, LL-E33288Pi I. a-E3328BP2B^ 
LL-E3328BP2'. IX-E332885iBr LL-E332888i LL-E332886i >, and 
methods for their production by aerobic fermentation uOPoing a new 
strain of Micmmonospora echiaospom ssp caOchensis or natural or 
derived mutants thereof. U.S. Pat. No. 4,970,198 also discloses 
proposed structures for some of the above-named components. ' 



Additional members of the LL-E33288 complex (the callcheamicins) 
are described and claimed in U.S. PaL No. 4.939.244 (1990) and are 
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likewise useful for preparing the conjugate molecules of the invention. 
This patent also describes the U.-E33288 bromo- and iodo* 
pseudoaglycones of the series, which have been prepared by chemical 
means. The patent also describes dihydro derivatives aooessable from 
all the above-named antitumor antibiotics through sodum borohydride 
reduction of the ketone at Ci i to a hydroxyl group. 

Still other members of the LL-E33288 family of antitumour antibiotics 
are described and claimed In U.S. Patent 5.079,233 (1992), and also 
are useful for preparing additional conjugate molecules of the 
invention. This patent describes N-acyl derivatives of several 
members of the U.-E33288 complex which have been prepared by 
chemical means. 

Other antibiotics are useful to prepare conjugate molecules of the 
invention, namely: 

1) Esperamidn BBM-1675, [M. Konishi, et al., J. Antibiotics. 
38, 1605 (1985); M. Konishi, et al., U.K. Patent 
Specification 2,141 ,425A. and U.S. Pat No. 4.675.187]. 

2) Antitumour antibiotics. FR-900405 and FR-900406. [M. 
iwami. et at.. J. Antibiotics, 38, 835 (1985). S. Kiyoto. et 
al., J. Antibiotics. 38, 340 (1 985)]. 



3) PD 1 14759 and PD 1 1 5028. [R.H. Bunge. et al.. J. 
Antibiotk». 37. 1566 (1984) U.S. Pat No. 4.554.162 D.W. 
Fry et al.. investigational New Oiugs. 4, 3 (1986)]. 

4) Antibiotic complex CL-1 577A, CL-1566B produced by 
StrBptomyces asp. ATCC 39363. U.S. Pat No. 4.539.203 
(1985). 

5) CL-1 5770 and CL-1 577E Antibiotic antitumor compounds. 
U.S. Pat No. 4.539,203. 



6) 



CL-1 724 Antibiotic compounds. U.S. Pat No. 4.554.162. 
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7) Antitumour anUblotics BBM-1675-A3 and BBM-1675-A4. 
obtained by fermentation of actinomadura verrucosospora 
strains H964-92 (ATCC 39334) or AB27Y (ATCC 39638). 
U.S.PaL No. 4,675.187. 

8) N-acetyl-esperamidn Ai, A2 and A13 derivatives with ? 
antimicrobial, and antitumor activities. European Patent 
Spedfication 289.030. 

Ail of the Information regarding the i-L-E33288 family of antitumor 
antibiotics. BBM.1675, FR-900405. FR-900406, PD 114759. PD 
115028, CL-1577A. CL.1577B. CL-1577D. CL-1577E and CL-1724 
contained in the above citations is incorporated herein by reference. 

The ai . aa. 03'. 04. Pi. P2. Yl. 51 • and pseudoaglycone components of 
the LL-E33288 complex their dihydro and N-acyl counterparts, as well 
as the BBM.1675. FR-900405, FR-900406. PD 114759. PD 115028. 
CL-1577A. CL-1577B. CL-1577D» CL-1577E and CL-1724 antibiotics 
and their N-acyl counterparts, each contain a methyltrithio group In 
their structure- The methyltrithio moiety of the above-named antibiotics 
is subject to displacement by a variety of thiol-containing organic 
molecules resulting in the formation of a new class of anticancer and 
antibacterial agents as described in US Patent Application No. 
07/825248 filed Jan. 24. 1992. Displacement of the mettiyltriaiio unit of 
the antitumour antibiotics as depicted in Scheme I. below, can be used 
to introduce a spacer (Sp), the Judicious choice of which enables tiie 
introduction of a HAM of the invention (hereinafter Hu:CT-M-01) Into 
the compounds of the above-named patents and appBcations to form a 
conjugate molecule according to the inventton. 

Scheme 1 

ChaSSS-W Q-Sp-SH Q-Sp-SS-W 

With iBference to Scheme I CH3-SSS-W is ttie antitumour antibiotic, Sp 
Is a straight or branched-chain divalent or trivalent (C1-C18) radical, 
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divalent or trivalent aryl or heteroaryi radical, dlvalem or trivalent (Ca- 
Cie) cycioalkyi or heterocydoalkyl radical, divalent or trivalent aryt- or 
heteroaryhalkyl (Ci-Ci8) radical, divalent or trivalent cydoalkyl- or 
heterocydoaikyl-alkyl (Ci-Cis) radical, or divalent or trivalent (C2-C18) 
unsaturated alkyl radical, wherein if Sp is a trivalent radical, it can be 
additionally substituted by amino, alkylamino, arylamino, 
heteroaryianiino, catboxyl, lower aikoxy, hydroxy, thiol or lower ailtylthio 
groups: Q is, or can be subsequently converted to, halogen, amino, 
alkylamino. carboxyi. carboxaldehyde. hydroxy, thiol, a-hatoacetyloxy, 
lower alkyldicarboxyl. -CONHNH2, -NHCXDNHNH2. 
.NHCSNHNH2. -ONH2. -CON3, 



As tong as the product from Scheme i contains at least one functional 
group which can be converted to. or is directly reacth/e vtrith HurCT-M- 
01. taigeted forms of the antitumor antibiotics of the above-named 
patents and applications can be generated, as shown in Scheme II 
below: 
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Scheme II 



Q-Sp-SS-W Ji£!ffl£22^Hu:CT-M-01-Z-Sp-SS-W)tn 



wherein Q. Sp, and W are as hereinbefore defined, Hu:CT-M-01 is a 
HAM, its fragments, or an analogue thereof; Y is a side-chain amino, 
carboxy, or thiol group of a protein, an aldehyde derived from 
carbohydrate residues, or an amidoall^fthio group; n is an integer of 
from 1 to 100; Z is fonned from covaient reaction of the groups Q and Y 
directly or after subsequent reduction and Z is -CONH-, -CONHN=CH-, 
-C0NHNHCH2-. -NH-CONHN=CH-. -NHCONHNHCH2-. 
-NHCSNHN»CH-. -NHCSNHNHCH2-. -ON=CH-, -NH-, -NHCH2-. 
-N=CH-. -C02-.-NHCH2C02-,-SS-, 



and mis O.t to 15. 

As an example, and with reference to Scheme II, above, the 3- 
mercaptopropionlc add derivative of E-33288yi' (Q-C02H, Sp=- 
CH2CH2-). when converted to its activated hydroxysuccinimide fonn 
(QsC02Su, SPS-CH2CH2-) can be used to react with some of the e- 
amino groups of lysine residues (e.g., Y=-NH2 wherein n=50-100 from 
available lysine residues), of Hu:CT-M-01 at a pH between 7.0 and 
9.5 in aqueous buffered solutions at temperatures between 4*>C to 
40*'C to produceconjugate molecules of the invention with the 
antibiotics attached at random sites along the protein backbone (Za- 
NHCO>. Sp«»-CH2CH2, msMO). Only a fraction of the available lysine 
residues am substituted in this manner, since high loading is generally 



(Y)iMn 
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not considered compatible with preserving the antibody 
immunoreactivity. The same randomly-substituted immunoconjugates 
can also be prepared from the 3-mercaptopropionic add derivative 
using other carboxyl group activating agents such as a variety of 
carbodiimldes, or the corresponding acyl azide. Aitematively, a 3- 
mercaptopropionyi hydrazide derivative of E-33288yi ' (QsHaNNHCO-. 
Spa-CH2CH2-). when reacted with a periodate-oxidized antibody (Y=- 
CHO. Nsi-iS) as described in U.S. Pat. No. 4.671.958 at a pH 
between 4 and 7. in a buffered aqueous solution at a temperature of 
between 4**C and 40'*C, reacts only at the aldehyde functionality 
(derived from cleavage of vic-diois of carbohydrate residues situated 
on the Fc portion of the antibodies) to generate Hu:CT-M-01 
conjugates containing the drug substituted at specific sites along the 
backbone of the protein (Z=-CH=NNHCa. Sp=pCH2CH2-, m=0.5-10). 
Other aldehyde-reactive groups as part of the drug constmct are within 
our invention to generate the products of Scheme II. Such functional 
groups are preferably, though not limited to, those which react with 
aldehydes under acUic aqueous conditions. The reactivity of protein 
lysines under basic conditions is sufficiently great such that their 
amines compete with the products of Scheme II for available 
aldehydes of the monoclonal antibody. AKemath^e aldehyde-reactive 
groups are for example, the semicarbazide, the thiosemicarbazide. and 
the O-substituted hydroxylamine functionalities. 

Assembly of conjugate molecules of the invention is not restricted to 
the sequence outlined in Scheme II. The Hu:CT-M-01 antibody can be 
first modified to contain a thiol group, which is then reacted with the 
antitumour antibiotics useful in the irivention in accordance with 
Scheme III below: 
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Scheme ill 



Hu:CT-M-01-(Y)n + Q-Sp-S-P — ^ Hu.-CT-M-01-(z-Sp-SH)ni 

I 

(Y)»Mn 



Wherein HurCT-M-OI. Y. Q. Sp. W. n, and m are as hereinbefore 
defined, and P is hydrogen or 2-(pyridylthio), with the proviso that when 
Y is a thiol derived from a backbone amino add residue of Hu:CT-M- 
01 . Z-Sp taken together is a covalent bond. 

As an example^ and with references to Scheme III. above, the Hu-CT- 
M-01 monoclonal antibody can be reacted with 3-(2- 
dithiopyridyOpropionic acid hydroxysuccinimide ester to modify the 
protein through lysine residues (Y^NHa, n=50-100, Q= 
-CO2SU. Sp=-CH2CH2-. P=2-pyridylthio). Following reduction with, for 
example, dithiothreitol. an intemfiediate Is generated (Z0-NHCO-, Sp=- 
CH2CH2-. P=H. ma1-15) which can be reacted with the antitumour 
antibiotics to generate the subject immunoconjugates. Similarly, 2- 
iminothiolane can be reacted with HuK)T-M-01 to Introduce thiol groups 
onto the surface of the protein directly, without requiring a reduction 
step (Z=-NHCX>. Sp=-(CH2)3-. P«H, m=r1-15). and this intermediate 
can be reacted with the CH3-SSS-W as before. Altemath^ely, 
sulfhydiyl groups inherent within the structure of HuCT-M4)1 In dimeric 
fonn as cystine residues can be used to participate in the reaction of 
Scheme III directly. Such sulfhydryls are traditionally exposed by a 
combination of enzymatic digestion and reductton of native monoclonal 
antibodies (Hu:CT-l^1=Fab' fragment. Z-Sp=Bond, Y=SH). 




(Y)iMn 



A preferred embodiment of the present invention is a protein-drug 
conjugate of the formula: 
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HU.-CT-M-01 -(Z-Sp-SS-W)m 



(Y)iMn 



prepared from the class of antitumour antibiotics designated LL- 
E33288 (CH3-SSS-W) comprising: 

dispiadng the dithiomethyl moiety with a compound of formula 
Q-Sp-SH, wherein Sp is straight or branched-chain (fivaient or 
trivalent (C2-C1 o) radicals or divalent or trivalent (C2-C5) 
aryialkyi or heteroarylallcyl radicals, wherein if Sp is a trivalent 
radical. It can be additionally substituted by amino, 
heteroarylamino. hydroxy, or thiol groups; and Q is cart>oxyi, 
lower aikyidicariaoxyi anhydride. -CO2SU. -CONHNH2, or 



to produce an intermediate of general formula Q-Sp>SS-W. 
wherein Q, Sp, and W are as hereinbefore defined, and 

reacting Q-Sp-SS-W with a molecule of the formula Hu:CT-M- 
Ot-(Y)n wherein Y is a side-chain amino group on the antibody, 
or an aldehyde generated by oxidation of the carbohydrate 
groups of the antibody, and n is an Integer of from 1 to 100, to 
produce a compound of the formula: 



wherein Y, Sp. W, and n are as hereinbefore defined, and Z is formed 
from covalent reaction of the groups Q and Y directly or after 
subsequent reduction, and Z is -CONH-. -CONHNsCH-, 
•CONHNHCH2-. or 




Hu:CT-M-01 -{Z-Sp-SS-W)in 
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I 

— IIHC0CH»— CH 
CO2B 

and mis 0.1 to 15. 

The present invention also includes therapeutic and diagnostic 
compositions containing the HAM of the invention, particularly a 
conjugate molecule comprising a HAM conjugated to an effector or 
reporter molecule and uses of such compositions in therapy and 
diagnosis. Such therapeutic and diagnostic compositions typically 
comprise a HAM according to the invention together with a 
pharmaceuticaliy acceptable exdpient. diluent or carrier, e.g. for in vivo 
use. 

Therapeutic and diagnostic uses typically comprise administering a 
pharmaceuticaliy effective amount of a HAM according to the invention 
to a human subject. The exact dose to be administered will vary 
according to the intended use of the HAM and on the age and 
condition of the patient but may be typically varied from about 0.1 mg to 
lOOOmg, for example from about Img to 500 mg. The HAM may be 
administered as a single dose, or in a continuous manner over a period 
of time. Doses may be repeated as appropriate. The HAM may be 
formulated in accordance with conventional practice for administration 
by any suitable route, and may generally be in a Gquid fonn [e.g. a 
solution of the antibody in a sterile physiologically acceptable buffer] for 
administration by for example an intravenous, intraperitoneal or 
intramuscular route. 

In the HAM of the first aspect of the invention and the process of the 
second aspect of the invention, the heavy and Oght chain variable 
domains of the HAM may comprise either the entire variable domains 
of the CTM01 MAb or may comprise frameworic regions of a human 
variable domain having grafted thereon one. two or all three of the 
CDRs of the CTMOt MAb. Thus, the HAM may comprise a chimeric 
humanised antibody or a CDR-graflad humanised antibody. 
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When the HAM is a CDR-grafted humanised antibody, in addition to 
the CDRs. specific variable region framewortc residues may be altered 
to correspond to non-human, i.e. the CTM01 mouse, residues. 
Preferably, the CDR*grafted humanised antibodies of the present 
invention include COR-grafted humanised antibodies as defined in our 
international Patent Specification WO-A-91/09967. The disdosura of 
WO-A-91/09967 is incorporated herein by reference. 

Preferably, the CORs of the light chain correspond to the Kabat 
CTM01 MAb CDRs at CDR1 (residues 24-34) and CDR2 (residues 50- 
56) and to the structural loop residues (residues 91-96) or Kabat 
CTM01 MAb CDR residues (residues 89-97) in CORS. (The residue 
designations given above and elsewhere in the present application are 
numbered according to the Kabat numbering system [16]). In addition, 
the Kght chain may have mouse CTMOl residues at one or more of 
residues 1 . 2, 3, 36. 37. 45, 48. 49, 60, 63. 70, 64. 85, 87 and 108. In 
prefened embodiments, when the human framework used is EU, the 
light chain comprises Kabat CTMOl MAb CDRs at all of CDR1 , CDR2 
and CORS and preferably additional CTM01 residues at positions 3, 
36. 37, 45, 48, 63 and 1 08, or especially additional CTMOl residues at 
positions 3. 36. 63 and 1 08 only. 

Preferably, the CDRs of the heavy chain correspond to the Kabat 
CTMOl MAb CDRs at all of C0R1 (26 to 35). C0R2 (50 to 65) and 
CDRS (94 to 100). In addtlon. the heavy chain may have mouse 
CTMOl residues at one or more of residues. 2. 6, 23, 37. 48, 49, 67. 
69, 73. 76, 78, 80. 88, 91 and 94. In particularly preferred 
embocfiments, when the human framework used Is EU. the heavy 
chain frameworic comprises additional CTMOl MAb residues at 
positions 2. 37. 71 and 73. and especially in adcfition at positions 48. 
67 and 69. 

In addition. EU has a particularly idiosyncratic J region between 
resklues 103 to 1 13 and it may be useful to include the murine amino 
adds, a consensus human J region or a suitable combination of both at 
residues 103 to 108 inclusive. When the EU frameworic is used. 
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preferably heavy chain residues 94, 103, 104, 105 and 107 are murine 
residues, since in the case of these residues, the murine sequence is 
more frequently found in human VH sequences than the EU residues. 

BRIFF PgSCRf PTIOM OF THE DRAWINGS 

The present invention is now described, by way of example only, with 
reference to the accompanying drawings, in which: 

Rgure 1 is a schematic diagram of pla8midpRR62; 
Rgura 2 is a schematic diagram of plasmid pAUl ; 
Rgure 3 is a schematic diagram of plasmid pMRR017; 
Rgure 4 is a schematic diagram of plasmid pHMC34; 
Rgure 5 is a schematic diagram of plasmid pMRRO1 1 ; 
Rgure 6 is a schematic diagram of plasmid pHMC32; 
Rgure 7 is a schematic diagram of plasmid pMRR022; 
Rgure 8 is a schematic diagram of plasmid pMRR014; 
Rgure 9 is a schematic diagram of plasmid pHMC33: 
Rgure 10 is a schematic diagram of plasmid pMRROOl ; 
Rgure 11 is a schematie diagram of plasmid pHMCSS; 
Rgure 1 2 is a schematic diagram of plasmid pHMCSS: 
Rgure 13 is a schematic diagram of plasmid pHMC40; 
Rgure 14 is a schematic diagram of plasmid pHMC41 ; 
Rgure 15 is a schematic diagram of plasmid pHMC42: 
Rgure 16 shows the alignment of oiigonucieotides HI to H8 in 
the formation of the gHI coding sequence; 
Rgure 17 is a schematic diagram of plasmid pALSI ; 
Rgure 18 is a schematic diagram of plasmid pAL52: 
Rgure 19 is a schematic diagram of plasmid pMRROlO; 
Rgura 20 is a schematic diagram of plasnud pAL47; 
Rgure 2lis a schematie diagram of plasmid pAUS; 
Rgure 22 Is a graph of a direct binding ELISA on transiently 
expressed chimeric antbocfies; 

Rgure 23 is a graph of a direct binding EUSA on transiently 
expressed CDR-grafted antibodies; and 
Rgure 24 is a graph of a competition EIA on transiently 
expressed chimeric and CDR«grafted antiiMdies. 
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Figure 25 is a graph comparing the effects on tumour size 
obtained by treating nude mice implanted with a human ovarian 
xenograft tumour with a humanised CDR grafted CTM01 and a 
murine CTM01 antibody each conjugated to the 
hydroxysuccinimide derivative of 4-mercapto-4>methyl- 
pentanoic add disulphide of N-acetyl calicheamicin yi I. 

PgSCRIPTIQM QFSPECinCEMBQDimigMTS 

The following description of certain embodiments of the invention is 
provided by way of example only and is not to be regarded as placing 
any limitation on the scope of the protection claimed. 

MOLECULAR CLOMING AMD CQMSTRUCnnM OF THP ftTMm 
CHIMgBICHPAVYf^HAIM 

The heavy chain variable domain of CTM01 was cloned using the 
polymerase chain reaction. This enabled the construction of the 
chimeric version in a single step as described below. 

Polyadenylated RNA was isolated from the CTM01 hybridoma cell line 
using the guanidlnium isothiocyanate/iithium chloride method [17]. 
Double stranded cONA was synthesised and used as a template for 
PGR ampJificatlon of the Vhl gene. A set of twenty four 5' forward 
primers were synthesised to complement a sequence within the murine 
leader sequence of VH domains [16] and to Introduce a BstEII 
restriction site. A set of twelve 3' reverse primers was synthesised to 
complement the frameworit 4 region of VH [20] and included an Apai 
restriction site. 

The sequence of the basic 5' primer is given in the Sequence Listing as 
ID No. 3. The set of twenty four primers was based on this primer as 
follovirs. In one group of twelve primers, residue 27 remained as C. In 
three subgroups of four primers, residue 25 either remained as G or is 
altered to C or T. In each subgroup, the four primers differed at 
residue 28. which was A, C, G or T. In the subgroups where residue 
25 is C or T, the sixth amino add is His. 
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In the second group of twelve primers, residue 27 Is changed to G. In 
three sul)groups of four primers, residue 25 either remains as G or is 
altered to C or T. In each suljgroup, the four primers differed at 
residue 28, which was A. C. G or T. Where residue 25 Is C or G. 
amino add 6 is Gin and where residue 25 Is T, amino add residue Q is 
His. Where residue 28 is T or C, amino add residue 7 is Cys. Where 
residue 28 is G. amino add readue 7 is Trp. 

The sequence of the basic 3* PGR primer is given In the Sequence 
Usting as ID No. 4. The set of tweh^e primers was based on this 
primer as follows. Residue 5 could remain as G or could be altered to 
A or T. Residue 11 either remains as A or is altered to G. Residue 12 
either remains as A or Is altered to C. 

PGR amplification of GTM01 VH was earned out using the following 
conditions: 

10 pmoles each primen 20 ng cDNA; 0^ U Taq polymerase; 940C 1 
min; 50 OG 2 min; 720G 3 min; for 40 cydes. 

The PGR amplified VH fragment was restricted with BstEII and Apal 
and ligated to an adaptor to reconstruct the leader sequence and add a 
5' Hindlli restriction enzyme site. The sequence of the adaptor used is 
given in the Sequence Usting as Sequence ID No. 5 and codes in part 
for the leader amino add sequence of the VH domain of the murine 
anti TAG-72 monodonal antibody B72.3 (WO-A-89/01783). 

The adapted fragment was theri doned Into the Hindlil/Apal sites of the 
vector pE1004 to give plasmid pRR62 shown In Rgure 1. Plasmid 
pRR62 consists of an SV40 origin of replication foHowed by the hGMV- 
MiE promotei/enhancer region. The promoter/enhancer controls a 
nudeotlde sequence encoding a chimeric heavy chain comprising ttie 
GTM01 heavy chain variable domain fused to human g4 constant 
domains. Downstream of the coding sequence is a poly A site and gpt 
gene. 
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The heavy chain variable region of several independent clones of 
pRR62 were sequenced. The DNA sequence and deduced amino 
sequence for CTM01 VH are given in Sequence 10 No. 1, 

MQLFCULAR CLQMIMe AMD CQMSTRUCTtHM QP THg CTMOI 
CHIMFRiC LIGHT CHAIM 

Poiyadenylated RNA was isolated from the CTM01 hybridoma cell line 
using the guanidinium isothiocyanate/lithium chloride method [17]. 
Double stranded cONA was symhesised (21] and a cDNA library was 
constructed in plasmid pSP64 [22] using EcoRI linkers. A screening 
probe was synthesised, complementary to mouse Immunoglobulin light 
chain constant region by PGR amplification. The light chain probe was 
a 318 bp PGR fragment encoding the mouse kappsi light chain 
constant region [23]. 

The probe was radio-labelled (g^^P) ATP by random hexanudeotide 
priming and was used to screen the cDNA library. 

The done which encoded the complete leader, variable and constam 
domains of light chain was isolated and designated as pRB63. 

A fragment of pRB63, which encodes the variable domain of the light 
chain was recovered by PGR amplification. The PGR primers 
introduced a Bstbl and Spll restriction sites at the 5' and 3' ends of the 
VL region respectively to enable subsequent ctonii^ of the fragment. 

The PGR amplified fragment of piasmid pRB63 was restricted with 
Bstbl/Spll and ligated between the Bstbl/Spll sitee of plasmid 
pMRROlO to produce plasmid pAL41, whidi is shown in Figure 2. 
Piasmid pAL41 consists of a glutamine synthetase cONA having 
downstream of it the hCMV-MIE promoter/enhancer region. The 
promoter/enhancer region controls a nudeotide sequence encoding a 
chimeric Dght chain comprising the GTM01 light chain variable domain 
fused to a human CK constant domain. Downstream of the coding 
sequence is a poly A site.- 
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Nucleotide sequence analysis was carried out according to the chain 
termination procedure (241. The VH coding sequence insert in pRR62 
and the VL coding sequence insert in pAL41 were fully sequenced. 
The ONA and predicted amino add sequences for the unprocessed 
variable domains of the CTM01 heavy and Kght chains are shown in 
the Sequence Listing appended to the end of the description as 
Sequence 10 No. 1 and No. 2 re^ectlveiy. 

Sequence No. 1 shows the sequence coding for the VH domain and 
the predicted amino acid sequence. The leader sequence for the 
heavy chain runs from residue 1 to residue 19 as shown in Sequence 
No. 1 . Sequence No. 2 shows the sequence coding for the VL domain 
together with the predicted amino acid sequence. The leader 
sequence for the light chain njns from residue 1 to residue 2Q as 
shown in Sequence No. 2. Examination of the derived amino add 
sequences revealed considerable homology with other characterised 
immunoglobulin genes. The CTMOl MAb was confirmed to be an 
IgGI -kappa antibody. 

PCTPPARATIQM rHIMPBIC ANTIBODY PRODUCTS 
f^HlMPHiC LiQ UrrHaiM VgCTOR 

A Clal-EcoRI fragment of pAL41 carrying the hCMV promoter and 
chimeric light chain was doned into plasmid pMRROI? which is shown 
in Rgure 3. Plasmid pMRROI? has a GS mini gene (WO-A-87/04462). 
hCMV-MIE promoter/enhancer region, a polylinker sequence and a 
poly A site. This produced plasmid pHMC34, which is shown in Rgure 
4. In plasmid pHMC34, the chimeric light chain gene Is under the 
control of the hCMV-MIE promoter/enhancer sequence. 

rHiMPRte HgAVY CHAIN VECTORS 
IQGI CONSTRVgr 

A Hindlll-Apal fragment containing the sequence encoding the VH 
domain was exdsed from plasmid pRR62 (Rgure 1). This fragment 
was inserted between the Hindlll and Apai sites of plasmid pMRROII. 
Plasmid pMRRO1 1 1s shown in Rgure 5 and comprises an hCMV-MIE 
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promoter/enhancer region, an SV40 polyadenyiation sequence, a gpt 
gene and a sequence encoding a human IgGI heavy chain iactdng a 
variable domain. The piasmid thus produced, pHMC32. is shown in 
Rgure 6 and has a diimeric heavy chain coding sequence under the 
control of the hCli^-MIE promoter/enhancer. The chimeric heavy 
chain has the VH domain from the CTM01 MAb fused to human IgGI 
constant domains. 

lgG2CQNSTnUCT 

The Hindlll-Apal fragment of pRR62 (Figure 1) was inserted between 
the Hindlil and Apai sites of a piasmid containing an hCMV-MIE 
promoter, a potylinker site and a nucleotide coding sequence which 
encodes the three constant domains of a human lgG2 antibody. This 
yielded piasmid pMRR022 which encodes a chimeric heavy chain 
having the CTM01 variable domain linked to the human lgG2 constant 
domains. 



lgCI4CQNSTBUC?T 

The Hindlll-Apal fragment of pRR62 (Figure 1) was inserted between 
the Hindlil and Apai sites of piasmid pMRROU to produce piasmid 
pHMC33. Plasmids pMRROU and pHMC33 are shown in Rgure 8 
and 9 respectively. Piasmid pMRR014 has an hCMV-MIE promoter, a 
poiylinker site and a nucleotide coding sequence which encodes the 
three constant domains of a human lgG4 antibody. Piasmid pHMC33 
is identical to piasmid pHMC32 except that the coding sequence 
encodes a chimeric heavy chain having the CTM01 variable domain 
and human lgG4 constant domains in place of the human IgGI 
constant domains. 

ALTgRgP iqCd CQMSTHUCT 

The HindlH-Apal fragment was reisolated from piasmid pHMC33. 
Piasmid pMRROOl shown in Rgure 10 was digested with Hindlil and 
Apai. The large fragment was isolated and ligated to the Hindlll-Apal 
fragment of pHMC33 to produce piasmid pHMC3S. shown In Rgure 1 1 . 
Piasmid pHMC35 Is almost identical to piasmid pHMC32 except that 
the coding sequence encodes a chimeric heavy chain having the 
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CTM01 variable domain and altered human lgG4 (hereinafter referred 
to as lgG4P) constant domains in place of the human IgGI constant 
domains. 

The alteration in the constant domains comprises a change of a serine 
residue in the hinge region at position 241 to a proline residue. This 
change advantageously aboflshed the formation of an 80 KO half 
antibody which othsnivise occasionaily is formed with igG4 constant 
domains. 

PHIMFRIC HgAY Y i^M" ' 'ftHT CHAIN VECTORS 

Vectors were constructed having operons coding for both heavy and 
Rght chains within the same vector. 

A Notl-Sail fragment carrying the hCMV-MIE promoter/enhancer, the 
chimeric light chain encoding sequence and the SV40 poly A site 
together with the GS mini gene was excised from plasmid pHMC34 
(Figure 4>. A Noti-Hindlll fragment carrying the hCMV-MIE 
promoter/enhancer was excised from plasmid pHMC35 (Rgure 11). A 
Hindlli-Sall fragment carrying the altered lgG4 heavy chain coding 
sequence and SV4a poly A site was excised from piasmid pHMC35 
(Rgure 11). These three fragments were ligated together to produce 
plasmid pHMC38. which is shown in Rgure 12» and codes for 
expression of chimeric light chain together with the altered lgG4 
chimeric heavy chain. 

Plasmids pHMC32. pMRR022 and pHMC33 were digested with Hindlll 
and EcoRI and the fragments containing the chimeric heavy chain 
encoding sequences were isolaled. The isolated fragments were each 
ligated with the large Hindlil-Sall fragment of pHMCSB (Rgure 12) and 
an EcoRi-Sall fragment comprising the SV40 poly A region. The 
Ugations produced plasmids pHMC40. pHMC41 and pHMC42 (shown 
in Rgures 13 to 15 respectively). pHMC40 encodes a heavy chain 
having IgGI constant domains. pHMC41 encodes lgG2 constant 
domains and pHMC42 encodes lgG4 constant domains. 
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PRgPARATION OF CDR-GRAF TED ANTIBODY PRODUCTS 

it was decided to use the EU human antibody frameworic [16] for 
carrying out the CDR-grafting. The strategy tbilowed for COR-grafting 
was as set out in our International Patent Specification No. WO-A- 
91/09967. 

Two CDR-grafted heavy chains were designed. In the first, gHI , all 
three CDRs [as defined by Kabat. ref. 16] were changed to murine 
residues, in addition, residues 2, 37, 71. 73, 94, 103, 104, 105 and 
107, which are outside the Kabat CDRs, were also changed to murine 
residues. In the second, gH2, in addition to those murine residues in 
gHI , residues 48. 67 and 69 were changed to murine residues with a 
view to improving paddng of the VH domain. 

Two CDR*grafted light chains were also designed. In the first, gUI . all 
three CDRs [as defined by Kabat, ref. 1^ were changed to murine 
residues. In addition residues 3, 36, 63 and 108, which are outside the 
Kabat CDRs, were changed to murine resides. In the second, gL2, In 
addition to those murine residues in gLi , residues 37. 45 and 48 were 
changed to murine residues with a view to improving packing. 

A nucleotide sequence coding for the gHI variable domain was 
produced by oligonucleotide assembly using oligonucleotides HI to 
H8. The sequences for these oligonucleotides are given in the 
Sequence Listing at the end of the description under Sequence ID Nos. 
6 to 13. The way in which these oligonucleotides are assembled to 
produce the gHI codng sequence is shown In Figure 16. The amino 
acid sequence coded for by this gHI sequence is shown in the 
sequence listing under Sequence ID No. 14. 

A nucleotide sequence coding for the gH2 variable domain was also 
produced by oligonucleotide assembly using oligonucleotides HI, H2, 
H3A, H4. H5, H6A, H7 and H8. Oligonucleotide H3A differs from 
oligonucleotide H3 (Sequence ID No. 8) in that residues 55 to 57 have 
been changed from GTG to GCA and residues 61 to 63 have been 
changed from ATT to CTG. Oligonucleotide H6A differs from 
oligonucleotide H6 (Sequence ID No. 11) in that residues 70 to 72 
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have been changed from TAG to TAA. Thus, the gH2 variable domain 
encodes the same sequence as is shown under Sequence ID No. U. 
except that at residue 67. MET has been changed to ILE; at residue 
87. VAL has been changed to ALA; and at residue 89. ILE has been 
changed to LEU. 

A nucleotide sequence coding for the gLI variable domain was 
produced by ofigonucleotide assemb^ using oligonucleotides LI to L8. 
ThB sequences for these oligonucleotides are given in the Sequence 
Listing at the end of the description under Sequence ID Nos. 1 5 to 22. 
The way in whidi these nucleotides are assembled is similar to that 
shown in Rgure 16 for the gHI coding sequence (except that L is 
substituted for H). The amino acid sequence coded for by the 
assembled gLI variable domain coding sequence is shown in the 
Sequence Listing under Sequence ID No. 20. 

A nucleotide sequence coding for the gL2 variable domain was 
produced by oligonucleotide assembly using oligonucleotides LI, L2A. 
L3A and L4 to L8. Ofigonucleotide L2A differs from ofigonucleotide L2 
(Sequence ID No. 16> in that residues 28 to 30 have been changed 
from GAG to GTA. Ofigonucleotide L3A differs from oligonudeolide L3 
(Sequence ID No. t?) In that residues 25 - 27 have been changed from 
GAG to CTC, residues 49 - 52 have been changed from AAG to GAG 
and residues 59 - 61 have been changed from GAT to ATG. Thus, the 
gL2 variable domain encodes the same sequence as is shown under 
Sequence ID NO. 23. except that: at residue 23, Gin has been 
changed to Val; at residue 62, Gin has been changed to Leu; at 
residue 60, Lys has been changed to Gin; and at residue 73, Met has 
been changed to He. 

For gene assembly 1 pmol of H2 - H7 or L2 - L7 was mixed with 10 
pmoi or HI and H8 or LI and L8 in a 100 ml reaction with 5U Taq 
polymerase. A PGR reaction was done using 30 cycles (950C. 1 min. 
500C 1 min; 72^0 1 min). The resulting fragments were cut with 
Hindlii and Apal for VL with Bstbl and SPII for VH. 
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The nucleotide sequences coding for gH1 and gH2 were cloned as 
Hindlll-Apal fragments into plasmid pMRR014 (Rgure 8) to produce 
piasmids pAL51 and pAL52 (Figure 17 and 18 respectively). 

The nucleotide sequences coding for gU and gL2 were cloned as 
Hindlll-Apal fragments into plasmid pMRROlO (Figure 19) to produce 
piasmids pAL47 and pAL48 (Rgures 20 and 21 respectively). 

TRAMSIPMT PYPRPfiSinM OF CHIMgRIC/CHIMgRIC QR finH. 
GRAFTgP/CHIMgRie AMTIBODIES 

The following piasmids: 

pHMC38. pHMC40. pHMC41 and pHMC42 
and the following pairs of piasmids: 

pAL47. pHMC33: pAL48. pHMCSS; pALSI. pAL41; pAL52. 

pAL41 : and pAL48. pAL41 ; 
were each transfectad or cotransfected into CHO>L761h cells for 
transient expression. 

Assembly ELISA assays on culture supematants resulting from the 
single transfected cells showed that they contained assembled 
antibody. 

The assembly ELiSA assay for quantifying antibody yields used 
microwell plates coated with a goat F(ab')2 anti-human IgQFc. 
Following incubation with transfected culture supematants. bound 
chimeric or CDR-grafted antibody was revealed with a horseradish 
peroxidase (HRP)*conjugated murine anti-human IgK antibody^ using 
tetramethyl benzidine (TMB) as the substrate. Concentrations of 
chimeric or CDR-gralted whole antibody in the samples were 
inteipoiated from a calibration cun^e generated from serial dilutions of 
purified chimeric B72.3 antibody [25]. 

BiWPIMQ ACnVrrV nPTRAMSIgMTLY gyPRgSSgP CHIMPRIC QR 
CDR-fiRAFTgP AMTIBOPIgS 

Direct binding ELISA assays for determining the blncBng activity of .the 
transiently expressed antibodies were canied out as follows. 
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An affinity column was prepared by attaching the CTM01 MAb to a 
suitable chromatographic medium in conventional manner. In a first 
method, pooled human urine samples were appfied directly to the 
affinity column. In a second method, human milk was subjected to low 
speed centrifugation to separate the cream from skimmed milk. The 
skimmed milk was then subjected to high speed centrifugation to 
produce an aqueous and a lipid component The aqueous component 
was applied to the affinity column. 

Once the affinity column was loaded, by either of the two methods, 
column fractions were eluted at high and low pHs. neutralised and 
assayed for reactivity with the CTM01 MAb. Fractions showing 
reacth/ity were pooled and dialysed. The pooled fractions contained 
the polymorphic epithelial mucin (PEM) recognised by the CTM01 
MAb. 

Microweli plates were coated with PEM obtained as described above. 
The microwells were then incubated with serial dilutions of culture 
supernatants. Binding of chimeric or CDR-grafted antibody was 
revealed and quantified by use of an HRP-conjugated murine anti- 
human IgK antibody. 

The results of direct binding EUSA assays on the supernatants from 
singly transfected cells are shown in Rgure 22. These assays confirm 
that all the supernatants contained antibodies capable of binding to 
PEM. No significant differences in binding activity were observed. 

The direct binding EUSA assays on the supernatants from doubly 
transfected cells confinned that the supernatants contained antibodies 
capable of binding to PEM and that the chimeric/chimeric antibody 
bound better than any of the CDR-grafted/ichimeric antibodies. 

A competition binding assay was carried out using polystyrene beads 
coated witti PEM obtained as described above. CTM01 MAb was 
radiolabelied with 1 251 and was used to compete with the antibody 
produced by the pHMC40 (IgGI ) transfected cells. The potency of the 
chimeric antibody was 84-1 02% that of tiie CTM01 MAb. 
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TRANSIgNT gXPRgSSiOM OF CDR-GRAFTgn/CDR-fiRAPTPn 
AMTIBQPIgS 

The following pairs of ptasmids: 

pAL47. pALSI; pAL47. pAL52; pAL48. pALSI; and pAL48. 
pAL52; 

were ootransfected into CHO-L761 cells. 

Direct binding assays were earned out on the culture supematants 
produced by the doubly transfected cell lines. 

The results of these assays are shown in Rgure 23, together with 
some results for chimeric/COR-grafted antibodies. 

From all the direct binding assays refered to above, it can be 
determined that the order of binding activity of the various antibodies 
produced by transient expression is as follows: 

cLcH3>gL1ch s gL1gH2>cLgH2 » gL2H2 « gLIgHI > 
gL2cH>gL2gH1. 

(wherein:cL s chimeric light chain; 
cH s chimeric heavy chain 

gLI = CDR-grafted light chain with lowest numt)er of amino 
add changes; 

gL2 = CDR-grafted light chain with highest number of amino 
add changes; 

gHI s CDR-grafted heavy chain with lowest number of 
amino add changes; 

gH2 s CDR-grafted heavy chain with highest number of 
amino add changes). 

The more acthra variants (cLcH, gL1cH, gL1gH2 and gL2gH2) together 
with the CTM01 MAb were tested in a competition enzyme 
immunoassay (ElA). Microwell plates were coated with PEM obtained 
as described above. The CTM01 MAb was biotinylated and was used 
to compete with the four variants reforred to above. Bound biotinylated 
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CTM01 MAb was revealed and quantified using a streptavidin-HRP 
conjugate and TMB. 

The results of the competition EIA are shown in Rgure 24, which 
shows the same ranking of binding activity as set out above, except 
that the gLlcH combination shows greater activity than the cLcH 
combination. 

It can thus be seen that chimeric. chimerlc/COR-grafted and CDR- 
grafted antibodies which recognise the same antigen as the CTM01 
MAb have successfully been produced. 

IM VITRQ CgL i RiMniMfS AMD iNTERNALISATIQN OF CDR. 
riRAFTPnnTMOl ANTIBODIES 

stable NSO cell lines expressing gL1gH2lgG2 CTM01 (hereinafter 
huliCTMOl) and gL1gH2lgG4P CTM01 (hereinafter hu:CTM01) 
antibody variants were made by transfecting into NSO cells by 
electroporation double gene expression piasmids assembled by 
ligating the large (7.8 kbp) Notl/BamHI fragment of pAU7 to the 2.4 
kbp Notl/Apal fragment from pAL52 and either a 1.9Kbp BamHI/Apal 
(partial) fragment carrying the lgG2 constant domains or a 2kbp 
Apal/BamHl fragment carrying the lgG4P constant domains as 
appropriate. 

Antibody, purified from the supernatant of each cultured cell line by 
protein-A sepharose chromatography was radiolabelled 0^^\) and 
incubated using a conventional continuous exposure method with 
either MX-1 or MCF-7 breast carcinoma cells. Radiolabelled murine 
CTM01 was used in ail tests as a comparison. All antibodies were 
incubated at 2)tg/million cells. The total binding of antibodies to the 
cells and the peak net uptake of the antibodies by the cells was 
determined. The results are shown in Table 1 below. With both ceil 
lines each CDR grafted antibody exhibited better binding and 
intematOsation than the murine form. 
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TABUEI 



Antibody 



Cell Line Total Binding, 0° Peak Net Uptake 
^molecules/celh (mQlgCUleS/Cflih , 



hu1:CTM01 
hurCTMOl 
Murine CTA401 



MCF-7 650.000 150.000 

MCF-7 450.000 90.000 

MCF7 300.000 70.000 



hu1.-CTIWI01 
hu:CTM01 
Murine CTM01 



MX-1 
MX-1 
MX-1 



1.200.000 
1.100.000 
800.000 



150.000 
150.000 
80.000 



m VIVO AMTI.TUMOUR ACTIVITY OF A CQMJUGATg OP 
hurCTMOl AND AN ANTI -TUMOUR ANTIBIOTIC 

hurCTMOl was conjugated to the hydroxysucclnimide derivative of A- 
mercapto-4-methyl-pentanoic add disulphide of N-acetyi caiteheamidn 
yl I as foitows: 



SYNTHgSIS OP THg d-MgRCAPTQ-d-MFTHYL-PgNTAMQIC Aftin 
DISULPHIDE DERIVATIVE OP N-ACETYL CAUCHEAMICIM ^1 



To N-acetyl caiicheamldn <yll [US Patent No. 5079233] at a 
concentration of 2 mg/mL in acetonitrile at -15^0 was added 5 molar 
equivalents of 4-mercapto-4-methyl-pentanoic add and 6 molar 
equivalents of triethylamine. After 24 hours at -IS^'C the reaction was 
checked by C18-HPLC. [If the reaction is incompletei additional 
amounts of 4-mercapto-4-methyl*pentanoic add and triethylamine are 
added]. Upon completion of the reaction the volatile organics were 
evaporated under reduced pressure and the crude product was 
chromatographed on Bio-SII A using a gradent of 1 to 5% methanol In 
chloroform. Pure fractions as assessed by tic were pooled and 
evaporated to a glass. The iH-NMR of the product was similar to N- 
ace^ caiicheamldn yi but was missing the absorbance for -SSSMe 

and exhibits absorbances for the methyipentanoic add moiety as 
expected. FAB-MS gave mAe s 1478 (M 4 H) and 1500 (M + Na). 
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evMTHPgTS O F THF HvnRoxyffir^'M'MiPg nFRIVATIVE OF 4- 
f\^fT(\ rAttrHFAMICIN^i 

To the 4.mercapto-4-methyl-pentanoic acid dlsulphide derivative of N- 
acetyl callcheamidn yi ^ described above at a concentration of 5 mghvL 
in acetonitrile at ambient temperature was aded 3 molar equivalenta of 
N-hydroxysuccicinimide and 5 molar equivalents of 1-(3- 
dimethylamino-propyl)-3-ethylcarbodilmlde hydrochloride. After 1 hour 
the reaction was checked by Ci 8-HPLC. {If the reaction is incomplete, 
then additional i-(3-dimethylaminopropyl)-3-ethylcarbodiimjde 
hydrochloride is addedl. Upon completion of the reaction the volatile 
organics were evaporated under reduced pressure and the crude 
product was chromatographed on Bio-SH A using a gradient of 0 to 5% 
methanol in chloroform. Pure fractions as assessed by tic wora pooled 
and stripped to a glass. The ^H-NMR was similar to that of the 
product described above, but with absorbances present for 
sucdnimide, as expected. FAB-MS gave m/z » 1575 (M + H) and 
1597(M-i-Na). 

gvMTHFSts Of hn r.TMni ftOM.IUGATF USING THE 
HvnRnYYfiUf 7rir""'"p PgBiVATIVE OF 4-MERCAPTQ-4- 
MPTMVi .PPMT ftM^'^ ^^^'P msiilPHIDE QF N-ACETYL 
QALICHEAMICIN^i 

To hurCTMOl in phosphate buffer at a pH of about 7.4 was added 2-6 
molar equivalents of the hydroxysucdnimide derivative of 4-mercapto- 
4-methyl-pentanoic add disulphide of n-acetyl calicheamldn yi«, 
described above, in dimethylformamide (DMF) such that the final 
concentration of DMF was 10-15%. After completion of the reaction (2- 
24 hours) the low-molecular-weight organic material was removed by 
passing through a desalting column using pH 7,4 phosphate buffer. 
The product was further purified by chromatography on a gel exdusion 
column and concentrated to give a monomerfc product with an average 
loading of 1-3 molecules of caBcheamidn derhratlve per molecule of 
antibody. 
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IM VIVO TeST FOR ANTITUMQUH ACTIVITY 

The human ovarian xenograft tumour, OvCarS. implanted 
subcutaneously in nude mice was used as a test system to study the 
efficacy of the hurCTMOl conjugate in vivo. A murine CTM01 
conjugate containing the same calicheamidn was also tested for 
comparison. Tumours were implanted subcutaneously into athymic 
mice and test samples were inoculated intraperitoneaily (IP) at several 
dose levels on a q4 day x 3 Module, starting 2-3 days after tumour 
implantation with 6 mice per group and 10. in each control group. 
Tumour mass was determined by measuring the tumour diameter once 
weekly during 42 days post tumour implantation. Significant 
antitumour activity was defined as a sustained 58% inhibition of mean 
tumour mass compared with untreated controls in groups with grater 
than 65% survivors. At both the 1 and 3 ^g doses of drug equivalents 
the hu:GTN/l01 conjugate showed significant inhibition of tumour 
growth (Rgure 25). No deaths were noted iri the 42 days observation 
period in any test group. In all test groups, ns6, in Hie control group 
nssi 0. envr bars Standard Enor Mean for each data point. 
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SEQUENCE LISTING 

SEQUENCE ID NO: 1. 
5 SEQUENCE TYPE: Nucleotide with deduced protein sequence. 
SEQUENCE LENGTH: 416 bases. 
STRANDEONESS: Single. 
TOPOLOGY: Linear. 
MOLECULE TYPE: CDNA. 
10 ORIGINAL SOURCE ORGANISM: Murine. 
IMMEDIATE EXPERIMENTAL SOURCE 
NAME OF CELL LINE: Hybridona CTHOl. 

HCPERTIESi Coding sequaioe for variable dcnain of heavy chain of the CIMDl w r y rclq 
antibody. 

15 FEATURES: Leader sequence from residues 1 to 19. 

ATG GAA TGG AGC TGG GTC TTT CTC TTC TTC CTG TCG GTA ACC ACA GGT 
Met Glu Trp Ser Trp Val Fhe Leu Phe Phe Leu Ser Val Thr Thr Gly 

20 GTC CAT TGC CAG ATC CAG CTG CAG CAG TCT G6A CCT GAG CTG GTG AAG 
Val His Cys Gin lie Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

CCT G6G GCT TCA GTG AAG ATA TCC TGC AAG GCT TCT GGC TAC ACC TTC 
Pro Gly Ala Ser Val Lys lie Ser Cys Lys Ala Ser Gly Tyr Thr Phe 
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1. A humanised antibody molecule (HAM) having specificity for 
human milk fat globule (HMFG) and having an antigen binding 
site wherein at least one of the complementarity determining 
regions (CDRs) of the variable domain Is derived from the mouse 
monoclonal antibody CTM01 (CTM01 MAb) and the remaining 
immunoglobulin-derived parts of the HAM are derived from a 
human immunoglobulin or an analogue thereof. 

2. A HAM according to Claim 1 which Is a chimeric humanised 
antibody. 

3. A HAM according to Claim 1 which is COR-grafted humanised 
antibody. 

4. A HAM according to any one of Claims 1-3 when produced by 
recombinant Dl^ technology. 

5. A HAM according to any one of Claims 1-4, which comprises a 
complete antibody molecule, or a Fab. Fab', (Fab*)2 or Fv 
fragment, or a single chain antibody fragment. 

6. A CDR-grafted HAM according to any one of Claims 3-5 
comprising UY, POM. TUR. TEf, KOL. NEWM, REI or EU human 
variable region frameworic sequences for the heavy and/or light 
chains. 

7. A CDR-grafted HAM according to any one of Claims 3-5 
comprising EU human variable region framewortc sequences for 
both the heavy and light chains. 

8. A CDR-grafted HAM according to any one of Claims 3-7 having 
CTM01 MAb CDRs at positions 24 to 34 (CDR1). 50 to 56 
(CDR2) and 91 to 98 or 89 to 97 (CDR3) of the light chain variable 
region. 
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9. A CDR-grafted HAM according to any one of Claims 3-8 
additionally comprising CTM01 MAb residues at one or more of 
positions 1 . 2, 3, 36, 37. 45, 48. 49. 60, 63, 70. 84. 85. 87 and 108 
of the light chain variable region. 

10. A CDR-grafted HAM according to any one of Claims 3-9 having 
CTM01 MAb CDRs at positions 26 to 35 (CDRT), 50 to 65 
(CDR2) and 94 to 100 (CDRS) of the heavy chain variable region. 

11. A CDR-grafted HAM according to any one of Claims 3-10 
additionally having CTM01 MAb residues at any one or more of 
positions 2, 6. 23, 37. 48, 49, 67, 69. 73. 76, 78. 80. 88, 91 and 94 
of the heavy chain variable region. 

12. A CDR-grafted HAM according to Claim 7. having CTM01 MAb 
CDRs at positions 24 to 34 (CDR1). 50 to 56 (CDR2) and 91 to 
96 or 89 to 97 (CDR3) of the light chain variable region, and 
CTM01 MAb CDRs at positions 26 to 35 (CDR1). 50 to 65 
(CDR2) and 94 to 100 (CDR3) of the heavy chain variable region, 
and acMit'onaliy comprising CTMOt MAb resicbjes at po^'ons 3. 
36, 63 and 108. or at positions 3, 36. S7, 45. 48. 63 and 108 of the 
light chain, and CTM01 MAb residues at positions 2. 37. 71 . 73, 
94, 103. 104, 105 and 107. or at positions 2. 37, 48. 67, 69. 71, 
73. 94. 103. 104. 105 and 107 of the heavy chain. 

13. A CDR-grafted HAM according to Claim 1 2 wherein the additional 
CTM01 MAb residues are at positions 3. 36. 37. 45, 48, 83 and 
108 of the light chain, and at positions 2. 37. 48. 67. 69, 71. 73. 
94. 1 03, 1 04. 1 05 and 1 07 of the heavy chain. 

1 4. A CDR-grafted HAM according to Claims 1 2 or 13 having human 
IgG heavy dhain constant regions or analogues thereof fused to 
the heavy chain variable domedn. 
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1 5. A CDR-grafted HAM according to Claim 1 4 wherein the IgG heavy 
chain constant regions are human lgG4 constant regions or 
analogues thereof. 

16. A COR-grafted HAM according to Clarm 15 wherein the lgG4 
heavy chain constant regions are human Ig64 heavy chain 
constant regions containing a proline residue at position 241. 

17. A CDR-grafted HAM accorcfing to Claims 15 or 16 having a 
human Kappa chain constant region fused to the light chain 
variable domain. 

1 8. A process for producing a HAM according to any one of Claims 1 
to 17 which process comprises:- 

(a) producing in an expression vector an operon having a DNA 
sequence which encodes an antibody heavy or light chain 
comprising a variable domain wherein at least one of the 
CDRs of the variable domain is derived from the CTM01 
MAb and the remaining immunoglobulin-derived parts of the 
antibody chsdn are derived from a human immunoglobulin; 

(b) producing in an expression vector an operon having a DNA 
sequence which encodes a complementaiy antibody light or 
heavy chain comprising a variable domain wherein at least 
one of the CDRs of the variable domain is derived from the 
CTM01 MAb and the remaining immunoglobulin-derived 
parts of the antibody chain are derived from a human 
immunoglobulin; 

(c> transfecting a host ceil with the or each vector; and 
(d> culturing the transfected cell line to produce the HAM. 

19. A process accorcfing to Claim 18, wherein the heavy and light 
dhain encoding sequences are present on the same vector. 

20. A process according to Claim 19, wherein the heavy and light 
chain encoding sequences are present on separate vectors. 
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21 . A process according to any one Claims 1 8 - 20 for the production 
of an antibody fragment in which the host cell is a bacterial host 
cell. 

22. A process according to any one of Clalnis 18 - 20 In which the 
host cell is a mammalian host cell. 

23. A conjugate molecule comprising a HAM aocordlng to any one of 
Claims 1 to 17 conjugated to an effector or reporter molecule. 

24. A conjugate moelcule according to Claim 23 wherein the effector 
molecule Is a methyltrithio anti-tumour agent 

25. A conjugate molecule according to Claim 24 wherein the 
methyltrithio anti-tumour agent is a disulphide analogue of the 
ai , o2. as. 04. pi , p2. Yl . 81 ^ pseudoaglycone components of 
the LL-E33288 complex and derivatlvas thereof, BBM-1675, FR- 
900405, FR-900406. PD 114759, PD 115028, CL-1S77A, CL- 
1577B, CL-1577D, CL-1577E and CL 1724 antitumour antibiotics 
and derivatives thereof. 

26. A conjugate molecule according to Claim 25 of the formula 

Hu:CT-M-01 -(Z-Sp-SS-W)m 
I 

(Y)iHn 

prepared from a compound of formula CH3-SSS-W wherein CH3- 
SSS-W is an antitumou antibiotic designated as LL-E33286oiBr 
ai K a2Br, 03^^. as". 048^. pi Br Pi I. Pa^r pgl. Br yy I. I, the 
iodo or bromo pseudoaglycone. their dihydro or ri-acyl 
counterparts. BBM-1675. FR-900405. FR.900406. PD 114759. 
PD 115028, CL-1577A. CL-1577B. CL-1577D. CL-t577E. CL 
1724 or their N-acetyl counterparts comprising: 

reacting CH3-SSS-W with a compound of general formula Q-Sp- 
SH. wherein Sp is a straight or branched-chain dhmlent or trivalent 
(Ci-Ci8) radical, dh/alent or trivalent aryl or heteroaryi radical, 
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divalent ortrivalent (C3-C18) cycioalkyi or heterocycloalkyi radical, 
divalent or trivalent aryl- or heteroaryl-alkyi (Ci-Cie) radical, 
divalent or trivalent cycioalkyi- or tieterocycloallcyl-alkyi (C1-C18) 
radicai or divalent or trivalent (C2-C18) unsaturated alkyi radical, 
wherein if Sp is a trivalent radical, it can Im additionally substituted 
isy amino, all^iamino. arylamino, fieteroarylamiho, caiboxyi, lower 
aikoxy. hydroxy, thiol, or lower aUcytthio groups; and Q is, or can 
be subsequently converted to. halogen, amino, aikyiamino. 
carboxyl, carboxaldehyde, hydroxy, thiol, a-haloacetyloxy, lower 
aikyldicarboxyt, -CONHNHa. -NHCONHNH2. -NHCSNHNH2, 
-ONH2, -CON3, 



to produce an intermecfiate formula of the formula Q-Sp-SS-W, 
wherein Q, Sp, and W are as hereinbefore defined, 
reacting Q-Sp-SS-W with a moieoile of the formula Hu.'CT-M^)t- 
(Y)o wherein Hu:CT-lyA-01 is a HAM according to Claims 1 to 17 
and Y is a side-chain amino, carboxyl. or thiol group of a protein, 
an aldehyde derived from glycoprotein carbohydrate residues, or 
an amidoalkyithio group; and n is an integer of from 1 to 100, to 
produce a compound of the formula: 







,CH. 
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Hu:CT-M-01 -(Z-Sp-SS-W)m 
I 

(Y)iMn 

wherein Y, Spr W, an n are as hereinbefore defined, and Z is 
fonned from covalent reaction of the groups Q and Y directly or after 
subsequent reduction, and Z is -CONH-. -CONHN=CH-. 
-CONHNHCH2-. -NHCSNHN-CH-, -NHCH2-, -NaCH-, -CO2-, 
-NHCH2CO2-. -SS-, 




/ — HHCOCHj— CH 

0 

and mis 0.1 to 15. 

27, A conjugate according to Claim 26 of the fonnula 
Hu:CT-M-01-(Z-Sp-SS-W)m 
OOiHn 

prepared from the class of antitumor antibiotics designated LL- 
E33288 (CH3-SSS-W) comprising: 

displacing the dithlomethyl moiety with a compound of fomnula Q- 
Sp-SH. wherein Sp is straight or branched-chain divalent or 
trivalent (C2-C10) radicals or divalent or trivalent aryl- or 
heteroaiylaikyi (C2-C5) radicals, wherein if Sp is a trivalent 
radical, it can be additionally substituted by amino, 
heteroaryiamino. hydroxy, or thiol groups: and Q is. or can be 
subsequently converted to, carboxyl. lower alkyldicarboxyl 
anhydride, -C0NHNH2. or 
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to produce an intermediate of genera! formula Q-Sp-SS-W, 
wherein Q, Sp, and W are as hereinbefore defined. 

reacting Q-Sp-SS-W with a molecule of the formula Hu:CT-M-01- 
(Y}/7 wherein Y is a side-chain amino group on the antibody, or an 
aldehyde generated by oxidation of the carbohydrate groups of 
the antibody, and n is an integer of from 1 to 100, to produce a 
compound of the formula: 

Hu:CT-M-01-(Z-Sp-SS-W)m 
I 

(Y)iMn 

wherein Y, Sp, W, and n are as hereinbefore defined, and Z is 
fonmed from covaient reaction of the groups Q and Y directly or 
after subsequent reduction, and Z is -CONH-, -CONHNsCH-. 
-CONHNHCH2-.or 

— HHCOCH,— Ih 
COjB 

and mis 0.1 to 15. 

28. A conjugate according to Claim 27 wherein CH3>SS&-W is the 
antitumour antibiotic dedgnated LL-E33286y1 

29. A conjugate according to Claim 27 wherein CH3-SS&-W is the 
antitumour antibiotic designated LL-E33288c^l. 

30. A conjugate according to Claim 27 wherein CH3-SSS-W is the 
antitumour antibiotic designated LL-E33288o3'. 
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31. A conjugate according to Claim 27 wherein CH3-SSS-W is the 
antltumour antibiotic designated N-acetyi LL-E33288Y1 

32. A conjugate according to Claim 27 wherein CH3-SSS-W is the 
antitumour antibiotic designated iodo U.-E33288 pseudoaglycone. 

33. A conjugate according to Claim 27 wherein Q is the 
hydnsxysucdnimide ester of a carboxyl group, Sp Is -CH2CH2-. Y 
is -NH2. Z is -CONH-. and m is 0.5 to 1 5. 

34. A conjugate according to Claim 27 wherein Q is the 
hydroxysuccinimide ester of a carboxyl group. Sp is 
-CH2CH(CH3h Y is -NH2, Z is -CONH-. and m is 0.5 to 15. 

35. A conjugate according to Claim 27 wherein Q is the 4-nitrophenyl 
ester of a carboxyl group, Sp is -CH2CH2-, Y is -NH2, Z is 
-CONH-, and mis 0.5 to 15. 

36. A conjugate according to Claim 27 wherein Q is the 
hydroxysuccinimide ester of a carboxyl group, Sp is 
-CH2C(CH3)2-. Y is -NH2, Z Is -CONH-, and m Is 0.5 to 15. 

37. A conjugate according to Claim 27 wherein Q Is the 
l^droxysucdnimide ester of a carboyi group. Sp Is 



Y is -NHa. Z Is -CONH-. and m 18 0.5 to 15. 

38. A conjugate according to Claim 27 wherein Q is -CONHNHz. Sp Is 
-CH2CH2-, Y is -CHO, Z is -CONHNaCH-, and /n Is 0.1 to 10. 

39. A conjugate according to Claim 27 wherein Q is -CONHNH2. Sp Is 
-CH2CH2-. Y is -CHO, Z is -C0NHNHCH2-, and m Is 0.1 to 10. 
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40. A conjugate according to Claim 27 wherein Q is •CONHNH2, Sp is 
-CH2CH(CH3)-, Y is -CHO. 2 is -CONHN=CH., and m is 0.1 to 10. 

41 . A conjugate according to Claim 27 wherein Q is -CONHNHa. Sp is 
-CH2CH(CH3)-. Y is -CHO. Z is -CONHNHCH2-. and m is 0.1 to 
10. 

42. A conjugate according to Claim 27 wherein Q Is >C0NHNH2. Sp Is 
-CH2C(CH3)2-. Y is -CHO. 2 is -CONHN=CH.. and mis 0.1 to 10. 

43. A conjugate according to Claim 27 wherein Q is •CONHNH2. Sp is 
-CH2C(CH3)2-. Y is -CHO. 2 is -CONHNHCH2-, and m is 0.1 to 
10. 

44. A conjugate according to Claim 27 wherein O is -CONHNH2, Sp is 




Y is -CHO. 2is -CONHNoCH-. and mis 0.1 to 10. 
45. A conjugate according to Claim 27 wherein O is •CONHNH2. Sp is 



JCH,),- 




Y is -CHO. 2 is -CONHNHCH2-, and m is 0.1 to 10. 

46. A conjugate according to Claim 27 wherein Q is •CONHNH2, Sp is 

Y is -CHO. 2 is -CONHNsCH-. and mis 0.1 to 10. 
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A conjugate according to Claim 27 wherein Q is -CONHNH2, Sp is 



— CH-CHj- 
HHCOCBjNB 



Y is -CHO, Z is -CONHNHCH2-, and m is 0.1 to 10. 

48. A conjugate according to Claim 38 wherein CH3-SSS-W is LL- 
E33288yiI, Q is -CONHNH2, Sp is -CH2CH2.. Y is -CHO, Z is 
-CONHNaCH-. and mis 0.1 to 10. 

49. A conjugate according to Claim 39 wherein CH3-SSS-W is LL- 
£3328803', Q is -CONHNH2. Sp is -CH2CH2-. Y is -CHO. Z is 
-CQNHNHCH2*. and mis 0.1 to 10. 

50. A conjugate according to Claim 33 wherein CHs-SSS-W is N- 
acetyl LL-E33288yi', Q is hydroxysuccinimidocarbonyi, Sp is 
-CH2CH2-, Y is -CHO. Z is -CONH-. and m is 0.5 to 1 5. 

51. A conjugate according to Claim 34 wherein CHs-SSS-W is N- 
acetyl LL-E33288yiI, O is hydroxysuccinimidocarbonyi, Sp is 
-CH2CH(CH3)-. Y is -NH2. Z is -CONH-, and m is 0.5 to 15. 

52. A conjugate according to Claim 36 wherein CHa-SSS-W is N- 
acetyl LL-E33288Y1 ' Y, 0 is hydroxysuociitimidocart)onyl. Sp is 
-CH2C(CH3)2-. Y is -NH2, Z is -CONH-, and mis 0.5 to 15. 

53. A conjugate according to Claim 44 wherein CHa-SSS-W is N- 
acetyl U.-E33288Y1 >. Q is -CONHNH2. Sp is 




Y is -CHO. Zis -CONNHaCH-. and m is 0.1 to 10. 
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54. A pharmaceuticai composition containing a HAM according to 
Claim 1 together with a phamnaceuticaiiy acceptable exdpient, 
diluent or carrier. 

55. A pharmaceutical composition according to Claim 54 wherein the 
HAM is conjugated to an effector or reporter molecule. 

56. A method for treating a carcinoma in a human subject which 
comprises administering a pharmaceutically effective amount of a 
HAM according to Claim 1 . 
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